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Abstract: Focal adhesion kinase (FAK) is a central component of focal adhesions that regulate cancer 
cell proliferation and migration. Here, we studied the effects of FAK inhibition in glioblastoma 
(GBM), a fast growing brain tumor that has a poor prognosis. Treating GBM cells with the FAK 
inhibitor PF-573228 induced a proliferative arrest and increased cell size. PF-573228 also reduced 
the growth of GBM neurospheres. These effects were associated with increased p27/CDKN1B levels 
and β-galactosidase activity, compatible with acquisition of senescence. Interestingly, FAK 
inhibition repressed the expression of the autophagy cargo receptor p62/SQSTM-1. Moreover, 
depleting p62 in GBM cells also induced a senescent-like phenotype through transcriptional 
upregulation of p27. Our results indicate that FAK inhibition arrests GBM cell proliferation, 
resulting in cell senescence, and pinpoint p62 as being key to this process. These findings highlight 
the possible therapeutic value of targeting FAK in GBM. 
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1. Introduction 
Glioblastoma (GBM) is the most common malignant primary brain tumor. At present, it remains 
an incurable disease. This is due to its fast growth and infiltration into the brain parenchyma, which 
results in tumor recurrence. Consequently, novel therapies are needed to improve upon the current 
standard treatment, which consists of surgery, radiotherapy, and chemotherapy with temozolomide. 
Focal adhesion kinase (FAK/PTK2) is a cytoplasmic tyrosine kinase that regulates the signaling 
cascades emanating from integrins and growth factor receptors. FAK modulates fundamental roles 
in cancer cells, such as cell proliferation, migration, and survival, and in the tumor 
microenvironment, for example, inducing angiogenesis [1,2]. The crucial involvement of FAK in 
cancer cell migration, invasion, and metastasis is well established [3]. By linking integrin signaling to 
the actin cytoskeleton, FAK controls the formation and disassembly of focal adhesions and cell 
migration dynamics [2,4–6]. 
Active FAK phosphorylated at Y397, a residue targeted and dephosphorylated by Phosphatase 
and Tensin homolog (PTEN) [7], is observed in GBM cell lines [8]. FAK activation promotes cell 
proliferation by accelerating G1 to S phase transition through increased expression of cyclin-
D1/CCND1 and reducing p21/CDKN1A cyclin-dependent kinase (cdk) inhibitor levels [1,9,10]. 
Moreover, PTEN negatively regulates G1/S transition. This occurs by inhibiting the expression of S-
phase kinase-associated protein-2 (SKP2), a component of the ubiquitin ligase Skp1, Cul1 and F-box 
(SCF) complex, and thus preventing the degradation of the cdk inhibitor p27/CDKN1B [11]. Thus, 
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loss of PTEN in GBM supports FAK activation and resistance to apoptosis induced by the lack of cell–
matrix contact. 
Targeting of FAK has been considered in preclinical and clinical oncological trials [2,12]. Here, 
we used PF-573228, an inhibitor of the catalytic activity of FAK [2,13], to investigate its effects on 
GBM cell proliferation. FAK inhibition reduced GBM cell proliferation of adherent and GBM 
neurosphere cultures. Interestingly, PF-573228 increased p27/CDKN1B levels and β-galactosidase 
activity and decreased p62/SQSTM-1 expression. We also found that p62-depleted cells 
transcriptionally upregulate p27. Therefore, p62 appeared negatively regulated in senescence-like cell 
cycle arrest. 
2. Results 
2.1. FAK Inhibition Reshapes GBM Cell Morphology, Increasing Cellular and Nuclear Size 
We firstly analyzed the levels of total and active phosphorylated Y397 (PY397) FAK in cell lysates 
of different GBM cell lines. Active FAK was detected under basal conditions in the four GBM cell 
lines tested (Figure 1A). Cell lysates of three GBMs and two low-grade astrocytomas were also 
studied and FAK levels compared to those of mouse embryonic fibroblast (MEF) cell lysates. Total 
and active FAK levels were lower in GBMs compared with grade II gliomas or MEF (used as a control) 
(Figure S1A). This is consistent with in silico analysis of FAK/PTK2 mRNA levels that confirmed a 
lower expression in GBM compared with astrocytoma biopsies (Figure S1B). 
 
Figure 1. Inhibition of focal adhesion kinase (FAK) reshapes glioblastoma (GBM) cell morphology 
and increases cell size. (A) Cell lysates from different GBM cell lines (A172, U251-MG, U87-MG, and 
T98G) were analyzed for PY397 FAK and total FAK. β-actin was used as a loading control. GBM cell 
lines display active PY397 FAK, with U251-MG and U87-MG showing the highest levels. (B) U251-
MG and U87-MG cell lysates (control or treated with PF-573228 10 µM) were analyzed for active and 
total FAK. β-actin was used as a loading control. FAK inhibitor effectively reduced PY397 FAK levels. 
(C) Glial Fibrillary Acidic Protein (GFAP), βIII-tubulin, and Lamin B1 immunostainings performed in 
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U251-MG cells (after 4–5 days of treatment with PF-573228 10 µM). Cytoskeleton remodeling 
accompanied by cell body enlargement and lobulated/enlarged nuclei is revealed by Lamin B1 
immunostaining. Bars = 28 µm. 
For the rest of the study, we used the GBM cell lines U251-MG and U87-MG, which displayed 
the highest levels of active FAK. Treatment of cells with PF-573228 (10 µM) for 24 hours resulted in 
the reduction of FAK activity, evidenced by decreased levels of PY397 FAK (Figure 1B), and severely 
altered their morphology (Figure S1D). Similar results were obtained with another FAK inhibitor, 
Defactinib (VS-6063/PF-04554878), at 5 µM (Figure S1 C and D). We confirmed a striking remodeling 
of the cytoskeleton (revealed by Glial Fibrillary Acidic Protein (GFAP) and βIII-tubulin 
immunostainings; Figure 1C) and increased cell size following treatment with PF-573228. 
Furthermore, Lamin B1 immunostaining highlighted larger lobulated nuclei following FAK 
inhibition (Figure 1C). 
2.2. FAK Inhibition Reduces GBM Cell Proliferation 
Next, we studied whether FAK inhibition affected GBM cell proliferation. We firstly performed 
WST-1 viability assays in GBM cells treated with different concentrations of PF-573228 (from 5 to 40 
µM) for 24 hours. The results showed a significant decrease in cell viability from 10 µM in U87-MG 
cells and at 40 µM in U251-MG (Figure 2A). 
 
Figure 2. Inhibition of FAK reduces cell viability and clonogenic growth. (A) Cell viability assays 
performed in U251-MG and U87-MG cells treated with PF-573228 (from 5 µM to 40 µM) for 24 hours. 
Cell viability is significantly reduced from 10 µM in U87-MG cells and at 40 µM in U251-MG cells 
(one-way analysis of variance (ANOVA); **, p < 0.01, * p < 0.05; *** p < 0.001). (B) Clonogenic assays of 
GBM cell lines treated as indicated for 12–15 days. (C) Quantification of the number of cell colonies 
shows a decrease of 70% in the presence of FAK inhibitors compared with controls (***p < 0.001). (D) 
Representative phase contrast images of clonogenic assays showing control or PF-573228 treated cells. 
Bars = 25 µm. 
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We also performed clonogenic assays to evaluate the capacity of cells to proliferate into clones. 
Cells grown in the presence of PF-573228 formed about 70% fewer cell colonies than untreated cells 
(Figure 2B and 2C). Again, cells treated with PF-573228 appeared strikingly flatter and larger than 
control cells (Figure 2D). WST-1 and clonogenic assays can reflect changes in both cell proliferation 
and survival. We did not observe significant cell death in GBM cells treated with FAK inhibitors. 
These results, therefore, suggest that FAK inhibition reduced cell proliferation. 
To specifically address the question of FAK inhibition affecting cell proliferation, we performed 
immunostaining against Ki67, a marker expressed by proliferative cells. Ki67 protein levels vary 
along the cell cycle, being higher in the G2/M phase and lower in the G0/G1 phase [14]. We counted 
the number of cells showing high (Ki67++), medium (Ki67+), or low (Ki67−) immunoreactivity for 
Ki67 after four days of treatment with PF-573228. We found a decrease of ~25% in the number of 
Ki67+ cells and an increase of ~30% of Ki67− cells in both U87-MG and U251-MG cell lines (Figure 3A 
and 3B). At the same time, we observed a dramatic decrease in the mean number of cells/field after 
the four days of treatment (92% and 72% decrease compared with the control in U87-MG and U251-
MG cell lines, respectively; Figure 3C). 
Finally, we investigated the effect of FAK inhibition on the growth of neurospheres (NSs), a 
model culture reflecting the proliferation of stem-cell-like cells. U87-MG derived NS grown for seven 
days in the presence of 10 µM PF-573228 showed a median diameter 23% shorter than that of the control 
NS (Figure 4). 
We concluded that PF-573228 stops cell proliferation of different GBM cultures and increases 
Ki67− cells, possibly reflecting G0/G1 phase cells [14]. 
 
Figure 3. Inhibition of FAK reduces cell proliferation. (A) U87-MG and U251-MG cells (control or 
treated with PF-573228 10 µM for four days) were stained with Anti-Ki67 antibody. Nuclei were 
scored, according to the intensity of immunostaining, as Ki67++ (blue arrows), Ki67+ (orange arrows), 
and Ki67− (grey arrows). (B) Quantification of Ki67++, Ki67+, or Ki67− cells indicates that PF-573228 
reduces the % of Ki67+ and increases Ki67− cells (28%–25% decrease of Ki67+ and 30%–29% increase 
of Ki67− in U87-MG and U251-MG cell lines, respectively; n = 3). Bars = 125 µm. (C) Plot shows the 
total number of Hoechst stained cells/field in each GBM cell line, which significantly decreases as a 
result of four days of treatment with 10 µM PF-573228  (** p < 0.01 and * p < 0.05). Bars = 125 µm. 




Figure 4. PF-573228 reduces neurosphere (NS) growth. (A) Representative images of U87-MG NSs 
grown for seven days in the presence or absence of PF-573228 (10 µM). (B) NSs grown in the presence 
of PF-573228 were smaller, with a reduction of 23% in their diameter (* p < 0.05; n = 4). Bars = 251 µm. 
2.3. PF-573228 Increases p27 Protein Levels and β-Galactosidase Activity  
Having observed the induction of cell cycle arrest and increased cell size, we decided to study 
the possible acquisition of a senescent phenotype following FAK inhibition. Firstly, we performed 
senescent associated β-galactosidase (SA-β-gal) staining on GBM cells, either control or treated with 
PF-573228, which reveals the increased activity of lysosomes at acidic pH typical of senescent cells 
[15]. Cultures treated with PF-573228 for four days showed a marked increase in the percentage of 
SA-β-gal-positive cells versus control cultures (58% and 44% increase in U87-MG cells and U251-MG, 
respectively; Figure 5A). 
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Figure 5. PF-573228 promotes GBM cell senescence. (A) Representative SA-β-gal staining from U87-
MG and U251-MG cells, control or treated with PF-573228 10 µM for four days. The % of SA-β-gal 
positive cells significantly increases upon FAK inhibition (*** p < 0.001; n ≥ 3). Bar = 251 µm. (B) 
p27/CDKN1B and p21/CDKN1A mRNA levels did not change significantly between control cells or 
cells treated with PF-573228 (10 µM, two or four days; n = 3). (C) p27 protein levels were analyzed in 
control cells and cells treated PF-573228 for two or four days. β-actin was used as loading control. 
Quantification of p27 normalized to β-actin indicates that p27 significantly increases after two days 
of treatment with PF-573228, and after two and four days in U87-MG and U251-MG cells (* p < 0.05; 
** p < 0.01; n ≥ 4). (D) SKP2 protein levels were analyzed in control cells or cells treated PF-573228 for 
two or four days. β-actin was used as loading control. Plot represents SKP2 levels normalized vs. 
control, which decrease in PF-573228-treated cells (*** p < 0.001; n = 4). 
Analysis of Cdk inhibitors helps to identify senescent cells [16,17]. We, therefore, measured the 
mRNA levels of p21/CDKN1A/CIP1 and p27/CDKN1B/KIP1 in GBM cells after two or four days of 
treatment with PF-573228. The results showed no significant differences between control and treated 
cells (Figure 5B). However, p27 protein levels increased following treatment with PF-573228 in U87-
MG and U251-MG cells (Figure 5C). These results suggest that PF-573228 stops GBM cell proliferation 
by stabilizing p27 protein. 
SKP2 is a ubiquitin ligase that targets p27 [18] and is regulated by FAK [19,20]. We investigated 
whether SKP2 was modulated by PF-573228. We confirmed reduced SKP2 levels in parallel with 
increased p27 levels after PF-573228 treatment (Figure 5D). Therefore, treatment with PF-573228 
increases both SA-β-gal staining and p27 protein in GBM cells. 
2.4. p62/SQSTM-1 Expression is Reduced upon FAK Inhibition 
P62/SQSTM-1 links autophagy and activation of different signaling pathways during 
tumorigenesis [21]. Its best-known role in autophagy is that of a cargo receptor of autophagosomes, 
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although it can also be a substrate. Moreover, p62 is phosphorylated by Cdk1 to achieve optimal 
transition through mitosis [22]. PF-573228 significantly reduced p62 protein levels compared with 
untreated cells (Figure 6A). This result could be explained by its degradation through autophagy or 
by transcriptional repression. To clarify these possibilities, the mRNA levels of p62 were measured 
by real-time qPCR. Interestingly, we observed that p62 expression decreases upon PF-573228 
treatment (Figure 6B). We confirmed this finding using Defactinib, which increased the percentage 
of SA-β-gal-positive GBM cells in parallel to decreasing p62 expression (Figure S2), similar to PF-
573228. These findings suggest that the decay of p62 associates with the proliferative arrest promoted 
by FAK inhibition, consistent with a pro-neoplastic role of p62 [22–24]. 
 
Figure 6. p62 is repressed upon FAK inhibition. (A) p62 was analyzed by Western blot in control cells 
or cells treated with FAK inhibitors and β-actin was used as a loading control. Plot shows p62 protein 
levels normalized to β-actin and indicates that p62 significantly decreases after treatment with PF-
573228 (10 µM, two and four days; n = 10) compared with untreated cells. (B) p62 mRNA relative 
expression in control U87-MG cells and cells treated with PF-573228 (10 µM, two or four days). p62 
mRNA levels decrease after FAK inhibition (** p < 0.01; *** p < 0.001; n = 4). 
2.5. Depletion of p62 Increases p27 and SA-β-Gal Activity 
To further understand the involvement of p62 in the proliferation arrest obtained upon 
inhibition of FAK, we used U87-MG cells in which p62 expression had been silenced (by shRNA 
technology) and analyzed senescence markers, SA-β-gal, and Cdk inhibitors. GBM cells depleted of 
p62 showed altered morphology and increased SA-β-gal staining compared with control cells 
(expressing scrambled shRNA; Figure 7A and 7B). These findings were accompanied by increased 
p27 protein and mRNA levels and by decreased p21 mRNA levels (Figure 7C and 7D). In conclusion, 
FAK inhibition stops GBM cell proliferation through p27 and results in a senescent-like phenotype 
associated with reduced p62 expression. Conversely, silencing p62 transcriptionally upregulates p27. 
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Figure 7. Silencing p62 increases p27 expression. (A) Cell lysates of U87-MG cells expressing 
scrambled (Scr) or p62 shRNAs (shp62) were immunoblotted for p62 and compared with β-actin, used 
as loading control. Plot represents the p62 levels in cells expressing shRNAs of p62 or Scr (*** p < 0.001; 
n = 4). (B) Representative SA-β-gal staining performed in cells expressing Scr or p62 shRNAs. Plot 
represents the % of SA-β-gal compared with the total number of cells stained by Hoechst (** p < 0.01; 
n = 3). Bars = 251 µm. (C) Cell lysates of cells expressing Scr or p62 shRNAs were immunoblotted for 
p27 and β-actin. p27 levels (normalized to β-actin) increase in p62-depleted cells (* p < 0.05; n = 4). (D) 
p27/CDKN1B, p21/CDKN1A, and p16/CDKN2A mRNA levels were measured from cells expressing 
Scr or p62 shRNAs. p27 expression significantly increases, whereas p21 decreases, in p62-depleted 
cells (p16 expression was upregulated in two of three experiments). *** p < 0.001 and ** p < 0.05 (n ≥ 3). 
(E) Proposed model: PF-573228 transcriptionally downregulates p62, decreases SKP2, and post-
transcriptionally elevates p27. Both FAK inhibition and p62 silencing (blue lines) increase SA-β-gal 
activity (represented with an enlarged cell, arrested cell cycle, and β-gal positivity), in the latter case 
through transcriptional upregulation of p27. 
3. Discussion 
We investigated the effects of FAK inhibition in GBM cell proliferation. Our results in cell 
viability, clonogenic, and Ki67 immunostaining experiments indicate that the cell cycle is arrested 
upon treatment with PF-573228. The proliferative arrest occurs through increased p27 protein levels 
(p27 or p21 mRNA levels remain unaltered) and phenotypically correlates with a flattened cell body 
and SA-β-gal positivity, suggesting senescence entry. Interestingly, p62 is repressed by FAK 
inhibitors, PF-573228 and Defactinib. This finding prompted us to analyze p62-depleted cells, which 
transcriptionally upregulate p27 and increase SA-β-gal activity. Our results, therefore, indicate that 
p62 downregulation is associated with senescent phenotypes. In fact, p62 has recently been associated 
with longevity and its absence to aging in C. elegans [25]. We propose that FAK inhibition may be a 
valid strategy to counteract GBM progression through senescence deregulation.  
Senescence is a cell cycle arrest program controlled by different Cdk inhibitors depending on the 
senescence trigger. It has been linked to Lamin B1 loss [26] (occurring through autophagy in 
oncogenic senescence [27]) and to a secretory phenotype [16,28]. It is related to an enlarged flat 
morphology and hypertrophy [29] supported by extensive cytoskeletal changes [30]. Importantly, 
senescent cells appear to contain smaller focal adhesion contacts with hypophosphorylated FAK, 
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which could account for their impaired proliferation and migration capacities [30]. The GBM cell 
proliferative arrest observed upon pharmacological inhibition of FAK appears critically regulated by 
p27, a Cdk inhibitor involved in therapy-induced senescence (TIS) [16,31]. However, p27 has also 
been associated with cell quiescence [28]. Analysis of additional senescent markers like those 
involved in a secretory phenotype or in TIS awaits future research and should help clarifying the 
observed cell phenotype. Senescence-like induction through the p27 pathway may be a consequence 
of defects in the p53 and p16 pro-senescence pathways in GBM and could be exploited to overcome 
the PTEN loss in this tumor [11,32]. 
FAK inhibitors reduce cell proliferation, induce apoptosis, and slow GBM growth in vitro [8] 
and in vivo [33]. Specifically, PF-573228 promotes proliferative arrest through decreased CyclinB1 
and Lamin A/C, and induces cancer cell senescence [34]. The effects of PF-573228 in GBM cell 
proliferation were linked to increasing numbers of Ki67-negative cells and to the stabilization of p27, 
as a result of SKP2 downregulation [11,19,32]. These results are consistent with the finding that the 
inactive Y397F FAK mutant reduces proliferation by reducing the levels of cyclins (D1 and E) and 
increasing those of p27 and p21 [9]. In contrast, the effects of PF-573228 seem independent of the p53-
p21 axis [16] in GBM. We did not observe apparent cell death upon PF-573228 treatment. Yet, effects 
on apoptosis in U87-MG cells cannot be ruled out as they were described for other FAK inhibitors 
[8,33]. Finally, the pluripotency gene Nanog that regulates the proliferation of glioma stem cells 
[35,36] is activated through phosphorylation by FAK [37], and its inhibition could explain the effects 
of PF-573228 on neurosphere growth. 
Autophagy is a catabolic process allowing the degradation of proteins and damaged organelles. 
The relationship between autophagy and senescence is complex. While autophagy induction 
supports cell quiescence [38], impaired autophagy is considered a senescence driver [28,29,38]. Thus, 
decreased selective autophagy inhibits the degradation of proteins required in senescence such as 
GATA4 [39]. Previously, FAK depletion was linked to autophagy through the targeting of active Src 
to autophagosomes [40]. Here, we studied the adaptor protein p62, a central autophagy player and 
signaling modulator [21], upon FAK inhibition. P62 levels decrease following FAK inhibition, both 
by PF-573228 and Defactinib, resulting in a cell cycle arrest compatible with cell senescence. P62 is 
overexpressed in cancer, including GBM [41]. Indeed, several studies presented tumorigenic roles for 
p62 [23,24,42,43], while p62 knockdown reduced Ki67 immunostaining and esophageal carcinoma 
growth [44]. In addition, p62 phosphorylated by Cdk1 is involved in the control of mitosis [22]. P62 
upregulates SKP2, at both the mRNA and protein levels, through PKCiota and the proteasome system 
[44,45]. Furthermore, the p62/SKP2 axis promotes p21 and p27 degradation [45]. Importantly, we 
found that p62 gene silencing upregulates p27 expression, triggering a senescent phenotype. Salazar 
et al. also observed senescence of vascular smooth cells upon silencing p62 [46]. Decreased p62 would 
lead to reduced amounts of SKP2, resulting in the stabilization of p27 in addition to the regulation of 
p27 transcripts demonstrated here. P62 nuclear functions are ill-defined in spite of its nuclear 
localization signals [21] and nuclear shuttling [47]. Thus, the mechanisms by which p62 can modulate 
p27 expression remain unidentified. Our findings concerning the pharmacological inhibition of FAK 
with PF-573228 or the silencing of p62 highlight the importance of p62 in cell senescence through p27 
(Figure 7E). How FAK inhibitors can regulate p62 expression remains unclear. Identified binding 
sides on the p62 promoter including those for AP-1 or NRF2 [21] could be potentially involved. 
Further studies are needed to clarify the integration of p62 in FAK signaling. Collectively, we 
observed a proliferative arrest indicative of senescence linked to p62 repression after FAK inhibition. 
Our findings could be exploited by targeting FAK alone or in combination with temozolomide [33]. 
In addition, FAK inhibitors could be combined with senolytic agents in order to eliminate senescent-
like cancer cells, which have been linked to inflammation and recurrence, to reduce GBM 
progression. Nevertheless, the implementation of preclinical models is the necessary next step to 
validate FAK as a valuable chemotherapeutic target in GBM. While in vitro data show that FAK 
inhibitors have an interesting profile against GBM, an important caveat is their bioavailability in the 
brain. Blood–brain barrier (BBB) permeability and brain efflux index are unknown for these 
compounds, so whether they can achieve clinically relevant concentrations in GBM tumors is a 
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conundrum. Although the BBB is disrupted in GBMs, in some tumor regions, it can be intact and 
effectively preclude drug delivery [48]. The BBB permeability to chemotherapeutics in GBM is an 
active area of research, and different strategies are being investigated in order to enhance drug 
delivery [49]. Thus, the translationality of the findings reported here needs to be tested in vivo in 
GBM models, using patient-derived GBM cells and carefully monitoring the effective penetration of 
the FAK inhibitor into the brain. 
4. Material and Methods 
4.1. Reagents and Antibodies 
Reagents were from the following companies: Hoechst (B2261), MTT (M2128), PF-573228 
(PZ0117), polybrene (H9268) puromycin (P7225), and X-Gal (B4252) from Merck Sigma-Aldrich 
(Darmstadt, Germany); and Defactinib (VS-6063, PF-04554878) from Selleckchem (Houston, TX, 
USA). 
Antibodies against the following proteins were used : PY397 FAK/PTK2 (Cell Signaling Danvers, 
MA, USA; 8556P), FAK (Cell Signaling 13009P), β-actin/ACTB (Merck Sigma-Aldrich A5441), βIII-
tubulin/TUBB3 (Covance, Princetown, New Jersey, USA; PRB-435P), GFAP (Millipore, Burlington, 
MA, USA; AB5804), Ki67/MKI67 (Santa Cruz Biotechnology sc-15402), Lamin B1/LMNB1 
(Calbiochem, San Diego, CA, USA; NA12), p27 (Genetex, Alton Pkwy Irvine, CA, USA; GTX100446-
25), p62 (Novus Biologicals, Centennial, CO, USA; NBP1-48320), and SKP-2 (Abcam, Cambridge, UK; 
ab19877). 
4.2. Cell Culture 
GBM cell lines were obtained from American Tissue Culture Collection (ATCC) and maintained 
in minimal essential medium (Thermo Fisher Scientific, Waltham, MA, USA; 21090022) containing 
10% heat-inactivated fetal bovine serum (FBS; Thermo Fisher Scientific 10270098), 
penicillin/streptomycin (Thermo Fisher Scientific 15140-122), L-glutamine (Thermo Fisher Scientific, 
25030-081), 1% non-essential aminoacids (Thermo Fisher Scientific 11140-035). U87-MG (ATCC), and 
U251-MG cell lines were authenticated by short tandem repeat profiling (Stab Vida, Portugal) 
following purification of genomic DNA using the Maxwell16 Tissue DNA kit (Promega, Madison, 
Wisconsin; AS1030). Cell lines were grown in mycoplasma-free rooms and mycoplasma testing was 
performed by PCR (primers used were forward: GGCGAATGGGTGAGTAACACG and reverse: 
CGGATAACGCTTGCGACCTATG). Cells that tested positive were either discarded or treated with 
Plasmocin (Thermo Fisher Scientific ant-mpt-1). Cell lines were passaged for 20–25 passages. Primary 
GBM cell cultures were isolated as previously described [41] from surgical biopsies obtained from 
Hospital Arnau de Vilanova of Lleida (Spain), following approval by the review board of the 
IRBLleida Biobank and of the ethical committee of the University of Lleida (code 235/CEIC/2019). 
Neurospheres (NSs) were grown in suspension from adherent U87-MG cells using Neurobasal 
media (Thermo Fisher Scientific LS21103049) containing B27 supplement (1:50; Thermo Fisher 
Scientific 17504044), penicillin/streptomycin, L-glutamine, 20 ng/mL basic Fibroblast Growth Factor 
(Thermo Fisher Scientific 13256029), and 20 ng/mL Epidermal Growth Factor (Thermo Fisher 
Scientific PHG0314), with or without PF-573228 for 5–7 days. Media was refreshed after three days 
of plating. The long diameter of NS was measured using Image J (20–45 spheres were measured in 
each experiment, n = 3). 
4.3. Immunoblot Analysis 
Cells were washed with PBS and lysed in Tris 62.5 mM, pH 6.8, and 2% sodium dodecyl sulfate 
(SDS). Cell lysates were separated by SDS-polyacrylamide gel electrophoresis and gels were 
transferred to a polyvinylidene difluoride (PVDF) membrane (Merck Millipore IPVH00010). 
Membranes were cut to probe different antibodies on the same membrane. Membranes were blocked 
with 5% milk and incubated overnight with primary antibodies. Blots were developed using 
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enhanced chemiluminiscence (ECL Western Blotting Substrate, Fisher Thermo Scientific 32106) or 
Immobilon Forte Western Horse Radish Peroxidase substrate (Merck-Millipore WBLUF0100). Band 
intensity was measured using ImageJ software and normalized against β-actin.  
4.4. shRNA-Induced Gene Silencing by Lentiviral Infection 
Lentiviral-based vectors pLKO.1-puro were used for RNA interference-mediated gene silencing, 
containing short hairpin RNAs (shRNAs) scrambled (against the sequence 50 
CAACAAGATGAAGAGCACCAA 30) or against human p62/SQSTM1 (Mission RNA, Merck Sigma-
Aldrich, TRCN0000007237). Lentiviral particles were produced in HEK293T (human embryonic 
kidney) cells for 72 h upon transfection with shRNA vectors, together with psPAX2 and pMD2G 
plasmids using polyethylenimine. Medium was then centrifuged at 2,500 rpm and filtered through a 
0.45 mm membrane. Cells were incubated with medium containing lentiviral particles together with 
polybrene (1.75 mg/mL) for 24 h. Medium was replaced after 24 h and cells cultured for seven days 
to allow the knockdown. Puromycin (2 µg/mL) was added to media to select for resistant cells and 
refreshed after three days. 
4.5. Real-Time PCR 
RNA was isolated using EZNA Total RNA Kit I (VWR, R6834-01). RNA (1 µg) was reverse 
transcribed (25 °C for 10 min, 42 °C for 1 h, and 92 °C for 5 min) using RevertAid RT Reverse 
Transcription Kit (VWR, Radnor, PA, USA; K1622). cDNA was then analyzed by quantitative PCR 
(qPCR) on a CFX96TM Real-Time PCR Detection System (Bio-Rad, Hercules, CA, USA) using TaqMan 
hydrolysis probes labeled with FAM and TaqManTM Gene Expression Master Mix (Thermo Fisher 
Scientific, 10525395). Gene-specific probes used were human p62/SQSTM1 (Hs00177654_m1), 
p21/CDKN1A (Hs01121172_m1), p16/CDKN2A (Hs00923894_m1), p27/CDKN1B (Hs00153277_m1), 
and GAPDH (used as internal control, Hs99999905_m1) from Thermo Fisher Scientific. Samples were 
assayed in triplicate for each gene and the relative expression was calculated by the ΔΔCt method 
(Applied Biosystems) and plotted. 
4.6. Cell Viability Assay  
Cell viability was measured by the WST-1 (4-[3-(4-iodophenyl)-2-(4-nitrophenyl)-2H-5- 
tetrazolium]-1,3-benzene disulfonate; Roche, 05015944001) colorimetric assay. Cells were plated on 
96-well plates (5,000 cells/well), treated for 24 h, and incubated for 60–120 min with 0.5 mg/mL WST-
1 after 48 h of plating. Absorbance was measured at 440 nm, using a reference filter at 620 nm, in a 
microplate reader (Bio-Rad). Viability assays were performed in at least three independent 
experiments using triplicate measurements per condition. 
4.7. Clonogenic Assays 
For clonogenic assays, 500 cells/well were plated in six-well plates, grown for 12–15 days in the 
absence or presence of inhibitor, and stained with MTT (3-(4,5-Dimethylthiazol-2-yl)-2,5-
Diphenyltetrazolium Bromide, 0.5 mg/mL). Cell colony numbers were counted using ImageJ 
software. 
4.8. Immunohistochemistry 
Cells were plated on Poly-D-Lysine (PDL)-coated (25 µg/mL) coverslips and treated with PF-
573228 (10 µM). Treatments were performed for 2 or 4–5 days (refreshing treatments at day 2), as 
indicated. Cells were fixed using 4% Paraformaldehyde (20 min, room temperature (RT)); washed 
with phosphate buffered saline (PBS); permeabilized with Triton X-100 0.2% for 4 min; and blocked 
in 5% FBS, 5% horse serum, and 0.2% glycine in PBS. Cells were incubated with primary antibodies 
(overnight, 4 °C) and subsequently washed and incubated with Alexa Fluor 488 or 594 secondary 
antibodies (Thermo Fisher Scientific) and Hoechst. Coverslips were mounted on Mowiol and images 
were obtained using an inverted Olympus IX70 microscope (10×, 0.3 numerical aperture (NA); 20×, 
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0.4 NA; 32×, 0.4 NA) equipped with epifluorescence optics and a camera (Olympus OM-4 Ti). DPM 
Manager Software was used to manage the pictures. Ki67 immunoreactivity was quantified using 
ImageJ by counting the cells according to the intensity of the Ki67 immunostaining and compared 
with the total number of nuclei stained by Hoechst. 
4.9. Senescence-Associated β-Galactosidase  
Cells were washed in PBS (pH 7.4), fixed for 4 min with 0.5% glutaraldehyde in PBS, and washed 
with 2 mM MgCl2 in PBS solution. Cells were then incubated with fresh senescence-associated stain 
solution (20 mg/mL X-Gal, 5 mM K3Fe(CN)6, 5 mM K4Fe(CN)6, and 2 mM MgCl2 in PBS (pH 6.0)) for 
6–8 h at 37 °C. Cell nuclei were counterstained with Hoechst, pictured, and counted. Plots represent 
the % of SA-β-gal positive cells compared with the total number of cells stained by Hoechst (>100 
control cells/field and 20–60 treated cells/field from five fields were counted from at least three 
independent experiments). 
4.10. Statistical Analyses and Bioinformatics 
Statistical significance was assessed by performing one-way analysis of variance (ANOVA) test 
(as indicated) or Student’s t-test. Asterisks represent different significance levels (* p < 0.05; ** p < 0.01; 
and *** p < 0.001). Experiments are represented as mean ± SEM (n ≥ 3). Expression analysis of FAK 
mRNA levels in non-tumoral, astrocytoma, and GBM samples was performed using Gliovis [50]. 
5. Conclusions 
FAK inhibitor PF-573228 stops GBM proliferation, leading to p27 stabilization. Furthermore, 
FAK inhibition represses p62/SQSTM-1 and increases senescence-associated β-galactosidase activity. 
Thus, FAK inhibition could be considered in novel therapies against GBM. 
Supplementary Materials: The following are available online at www.mdpi.com/2072-6694/12/5/1086/s1, Figure 
S1. (A) Total FAK and PY397 FAK levels were analyzed in GBM cultures (grade IV), low grade astrocytomas 
(grade II) compared with mouse embryonic fibroblasts (MEFs). FAK levels decrease in GBMs compared with 
astrocytomas or MEFs. (B) In silico analysis using Gliovis (Rembrandt dataset) confirms that GBMs express less 
FAK/PTK2 mRNA than astrocytomas (** p = 0.01, Tukey’s test). (C) U251-MG and U87-MG cell lysates (control 
or treated with Defactinib 5 µM) were analyzed for active and total FAK. β-actin was used as a loading control. 
Defactinib effectively reduced PY397 FAK levels. (D) Representative phase contrast images of U87-MG and 
U251-MG cells control and treated with FAK inhibitors for 4–5 days. Bars = 100 µm. Figure S2. (A) Representative 
SA-β-gal staining from control U87-MG cells or treated with Defactinib (5 µM, 5 days). Bars = 251 µm. Plot 
represents the % of SA-β-gal positive cells, which significantly increases upon FAK inhibition (** p < 0.01; n = 3). 
(B) p62 was analyzed by Western blot in control cells or cells treated with Defactinib (5 µM, 5 days) and β-actin 
was used as a loading control. Plot shows p62 protein levels normalized to β-actin, indicating decreased p62 
levels in both cell lines after Defactinib treatment (*** p < 0.001; n ≥ 3). (C) p62 mRNA relative expression in 
control U87-MG cells and cells treated with Defactinib. p62 mRNA levels decrease after FAK inhibition (** p < 
0.05; n = 3). 
Author Contributions: All authors have read and agree to the published version of the manuscript. 
Conceptualization, J.H.., M.N. and L.A..; methodology, L.A., M.N. and A.V.; formal analysis, L.A. and J.H..; 
investigation, L.A., M.N. and A.V..; data curation, L.A. and J.H.; writing—original draft preparation, J.H.; 
writing—review and editing, J.H. and C.C.; supervision, C.C. and J.H.; funding acquisition, C.C. and J.H.  All 
authors have read and agreed to the published version of the manuscript. 
Funding: This research was funded by Spanish Ministry of Science & Innovation (“Retos” Program), grant 
number RTI2018-094739-B-I00 to JH and CC. The APC was funded by Spanish Ministry of Science & Innovation. 
Acknowledgments. We are grateful to Cristina Megino for valuable help in the initial experiments, and to John 
Eastham and Theresa Higgins for English editing. Cell culture experiments were performed in the Cell Culture 
Scientific & Technical Service from University of Lleida (UdL). L.A. held a predoctoral fellowship from UdL, 
and M.N. and A.V. from UdL and IRBLleida (Diputació de Lleida). Dedicated to JM Herreros, whose 
participation in a Defactinib trial inspired this study. 
Cancers 2020, 12, 1086 13 of 15 
 
Conflicts of Interest: The authors declare no conflict of interest. 
References 
1. Tai, Y.L.; Chen, L.C.; Shen, T.L. Emerging roles of focal adhesion kinase in cancer. BioMed Res. Int. 2015, 
2015, 690690. 
2. Sulzmaier, F.J.; Jean, C.; Schlaepfer, D.D. FAK in cancer: Mechanistic findings and clinical applications. Nat. 
Rev. Cancer 2014, 14, 598–610. 
3. McLean, G.W.; Carragher, N.O.; Avizienyte, E.; Evans, J.; Brunton, V.G.; Frame, M.C. The role of focal-
adhesion kinase in cancer—A new therapeutic opportunity. Nat. Rev. Cancer 2005, 5, 505–515. 
4. Hu, Y.-L.; Lu, S.; Szeto, K.W.; Sun, J.; Wang, Y.; Lasheras, J.C.; Chien, S. FAK and paxillin dynamics at focal 
adhesions in the protrusions of migrating cells. Sci. Rep. 2015, 4, 6024. 
5. Hamadi, A.; Bouali, M.; Dontenwill, M.; Stoeckel, H.; Takeda, K.; Rondé, P. Regulation of focal adhesion 
dynamics and disassembly by phosphorylation of FAK at tyrosine 397. J. Cell Sci. 2005, 118, 4415–4425. 
6. Mitra, S.K.; Hanson, D.A.; Schlaepfer, D.D. Focal adhesion kinase: In command and control of cell motility. 
Nat. Rev. Mol. Cell Biol. 2005, 6, 56–68. 
7. Tamura, M.; Gu, J.; Danen, E.H.J.; Takino, T.; Miyamoto, S.; Yamada, K.M. PTEN interactions with focal 
adhesion kinase and suppression of the extracellular matrix-dependent phosphatidylinositol 3-Kinase/Akt 
Cell survival pathway. J. Biol. Chem. 1999, 274, 20693–20703. 
8. Storch, K.; Sagerer, A.; Cordes, N. Cytotoxic and radiosensitizing effects of FAK targeting in human 
glioblastoma cells in vitro. Oncol. Rep. 2015, 33, 2009–2016. 
9. Ding, Q.; Grammer, R.; Nelson, M.; Guan, J.-L.; Stewart, J.; Gladson, C.L. FAK regulation of the cell cycle 
p27. J. Biol. Chem. 2004, 27, 1–51. 
10. Gabarra-Niecko, V.; Schaller, M.D.; Dunty, J.M. FAK regulates biological processes important for the 
pathogenesis of cancer. Cancer Metastasis Rev. 2003, 22, 359–374. 
11. Mamillapalli, R.; Gavrilova, N.; Mihaylova, V.T.; Tsvetkov, L.M.; Wu, H.; Zhang, H.; Sun, H. PTEN 
regulates the ubiquitin-dependent degradation of the CDK inhibitor p27KIP1 through the ubiquitin E3 
ligase SCFSKP2. Curr. Biol. 2001, 11, 263–267. 
12. Lee, B.Y.; Timpson, P.; Horvath, L.G.; Daly, R.J. FAK signaling in human cancer as a target for therapeutics. 
Pharmacol. Ther. 2015, 146, 132–149. 
13. Slack-Davis, J.K.; Martin, K.H.; Tilghman, R.W.; Iwanicki, M.; Ung, E.J.; Autry, C.; Luzzio, M.J.; Cooper, B.; 
Kath, J.C.; Roberts, W.G.; et al. Cellular characterization of a novel focal adhesion kinase inhibitor. J. Biol. 
Chem. 2007, 282, 14845–14852. 
14. Miller, I.; Min, M.; Yang, C.; Tian, C.; Gookin, S.; Carter, D.; Spencer, S.L. Ki67 is a graded rather than a 
binary marker of proliferation versus quiescence. Cell Rep. 2018, 24, 1105–1112.e5. 
15. Hernandez-Segura, A.; Nehme, J.; Demaria, M. Hallmarks of cellular senescence. Trends Cell Biol. 2018, 28, 
436–453. 
16. Nardella, C.; Clohessy, J.G.; Alimonti, A.; Pandolfi, P.P. Pro-senescence therapy for cancer treatment. Nat. 
Rev. Cancer 2011, 11, 503–511. 
17. Noren Hooten, N.; Evans, M.K. Techniques to induce and quantify cellular senescence. J. Vis. Exp. 2017, 
2017, 1–14. 
18. Carrano, A.C.; Pagano, M. Role of the F-box protein Skp2 in adhesion-dependent cell cycle progression. J. 
Cell Biol. 2001, 153, 1381–1389. 
19. Bryant, P.; Zheng, Q.; Pumiglia, K. Focal adhesion kinase controls cellular levels of p27/Kip1 and p21/Cip1 
through Skp2-Dependent and -independent mechanisms. Mol. Cell. Biol. 2006, 26, 4201–4213. 
20. Bond, M.; Sala-Newby, G.B.; Newby, A.C. Focal adhesion kinase (FAK)-dependent regulation of S-phase 
kinase-associated protein-2 (Skp-2) stability: A novel mechanism regulating smooth muscle cell 
proliferation. J. Biol. Chem. 2004, 279, 37304–37310. 
21. Puissant, A.; Fenouille, N.; Auberger, P. When autophagy meets cancer through p62/SQSTM1. Am. J. Cancer 
Res. 2012, 2, 397–413. 
22. Linares, J.F.; Amanchy, R.; Greis, K.; Diaz-Meco, M.T.; Moscat, J. Phosphorylation of p62 by cdk1 controls 
the timely transit of cells through mitosis and tumor cell proliferation. Mol. Cell. Biol. 2011, 31, 2171–2171. 
23. Umemura, A.; He, F.; Taniguchi, K.; Nakagawa, H.; Yamachika, S.; Font-Burgada, J.; Zhong, Z.; 
Subramaniam, S.; Raghunandan, S.; Duran, A.; et al. p62, Upregulated during preneoplasia, induces 
hepatocellular carcinogenesis by maintaining survival of stressed hcc-initiating cells. Cancer Cell 2016, 29, 
Cancers 2020, 12, 1086 14 of 15 
 
935–948. 
24. Karras, P.; Riveiro-Falkenbach, E.; Cañón, E.; Tejedo, C.; Calvo, T.G.; Martínez-Herranz, R.; Alonso-
Curbelo, D.; Cifdaloz, M.; Perez-Guijarro, E.; Gómez-López, G.; et al. p62/SQSTM1 fuels melanoma 
progression by opposing mRNA decay of a selective set of pro-metastatic factors. Cancer Cell 2019, 35, 46–
63.e10. 
25. Kumsta, C.; Chang, J.T.; Lee, R.; Tan, E.P.; Yang, Y.; Loureiro, R.; Choy, E.H.; Lim, S.H.Y.; Saez, I.; 
Springhorn, A.; et al. The autophagy receptor p62/SQST-1 promotes proteostasis and longevity in C. 
elegans by inducing autophagy. Nat. Commun. 2019, 10, 5648. 
26. Freund, A.; Laberge, R.M.; Demaria, M.; Campisi, J. Lamin B1 loss is a senescence-associated biomarker. 
Mol. Biol. Cell 2012, 23, 2066–2075. 
27. Dou, Z.; Xu, C.; Donahue, G.; Shimi, T.; Pan, J.A.; Zhu, J.; Ivanov, A.; Capell, B.C.; Drake, A.M.; Shah, P.P.; 
et al. Autophagy mediates degradation of nuclear lamina. Nature 2015, 527, 105–109. 
28. Gorgoulis, V.; Adams, P.D.; Alimonti, A.; Bennett, D.C.; Bischof, O.; Bishop, C.; Campisi, J.; Collado, M.; 
Evangelou, K.; Ferbeyre, G.; et al. Cellular senescence: Defining a path forward. Cell 2019, 179, 813–827. 
29. Blagosklonny, M.V. Cell cycle arrest is not senescence. Aging 2011, 3, 94–101. 
30. Nishio, K.; Inoue, A. Senescence-associated alterations of cytoskeleton: Extraordinary production of 
vimentin that anchors cytoplasmic p53 in senescent human fibroblasts. Histochem. Cell Bio. 2005, 123, 263–
273. 
31. Patki, M.; McFall, T.; Rosati, R.; Huang, Y.; Malysa, A.; Polin, L.; Fielder, A.; Wilson, M.R.; Lonardo, F.; 
Back, J.; et al. Chronic p27Kip1 induction by dexamethasone causes senescence phenotype and permanent 
cell cycle blockade in lung adenocarcinoma cells over-expressing glucocorticoid receptor. Sci. Rep. 2018, 8, 
16006. 
32. Lee, J.J.; Lee, J.S.; Cui, M.N.; Yun, H.H.; Kim, H.Y.; Lee, S.H.; Lee, J.H. BIS targeting induces cellular 
senescence through the regulation of 14-3-3 zeta/STAT3/SKP2/p27 in glioblastoma cells. Cell Death Dis. 
2014, 5, e1537-12. 
33. Golubovskaya, V.M.; Huang, G.; Ho, B.; Yemma, M.; Morrison, C.D.; Lee, J.; Eliceiri, B.P.; Cance, W.G. 
Pharmacologic blockade of FAK autophosphorylation decreases human glioblastoma tumor growth and 
synergizes with temozolomide. Mol. Cancer Ther. 2013, 12, 162–172. 
34. Chuang, H.H.; Wang, P.H.; Niu, S.W.; Zhen, Y.Y.; Huang, M.S.; Hsiao, M.; Yang, C.J. Inhibition of FAK 
signaling elicits lamin A/C-associated nuclear deformity and cellular senescence. Front. Oncol. 2019, 9, 22. 
35. Zbinden, M.; Duquet, A.; Lorente-Trigos, A.; Ngwabyt, S.-N.; Borges, I.; Ruiz i Altaba, A. NANOG 
regulates glioma stem cells and is essential in vivo acting in a cross-functional network with GLI1 and p53. 
EMBO J. 2010, 29, 2659–2674. 
36. Niu, C.-S.; Li, D.-X.; Liu, Y.-H.; Fu, X.-M.; Tang, S.-F.; Li, J. Expression of NANOG in human gliomas and 
its relationship with undifferentiated glioma cells. Oncol. Rep. 2011, 26, 593–601. 
37. Ho, B.; Olson, G.; Figel, S.; Gelman, I.; Cance, W.G.; Golubovskaya, V.M. Nanog increases focal adhesion 
kinase (FAK) promoter activity and expression and directly binds to FAK protein to be phosphorylated. J. 
Biol. Chem. 2012, 287, 18656–18673. 
38. Cho, I.J.; Lui, P.P.W.; Obajdin, J.; Riccio, F.; Stroukov, W.; Willis, T.L.; Spagnoli, F.; Watt, F.M. Mechanisms, 
hallmarks, and implications of stem cell quiescence. Stem Cell Rep. 2019, 12, 1190–1200. 
39. Kang, C.; Xu, Q.; Martin, T.D.; Li, M.Z.; Demaria, M.; Aron, L.; Lu, T.; Yankner, B.A.; Campisi, J.; Elledge, 
S.J. The DNA damage response induces inflammation and senescence by inhibiting autophagy of GATA4. 
Science 2015, 349, aaa5612. 
40. Sandilands, E.; Serrels, B.; McEwan, D.G.; Morton, J.P.; MacAgno, J.P.; McLeod, K.; Stevens, C.; Brunton, 
V.G.; Langdon, W.Y.; Vidal, M.; et al. Autophagic targeting of Src promotes cancer cell survival following 
reduced FAK signalling. Nat. Cell Biol. 2012, 14, 51–60. 
41. Nàger, M.; Sallán, M.C.; Visa, A.; Pushparaj, C.; Santacana, M.; Macià, A.; Yeramian, A.; Cantí, C.; Herreros, 
J. Inhibition of WNT-CTNNB1 signaling upregulates SQSTM1 and sensitizes glioblastoma cells to 
autophagy blockers. Autophagy 2018, 14, 619–636. 
42. Thompson, H.G.R.; Harris, J.W.; Wold, B.J.; Lin, F.; Brody, J.P. p62 overexpression in breast tumors and 
regulation by prostate-derived Ets factor in breast cancer cells. Oncogene 2003, 22, 2322–2333. 
43. Moscat, J.; Karin, M.; Diaz-Meco, M.T. p62 in cancer: Signaling adaptor beyond autophagy. Cell 2016, 167, 
606–609. 
44. Shi, C.; Pan, B.Q.; Shi, F.; Xie, Z.H.; Jiang, Y.Y.; Shang, L.; Zhang, Y.; Xu, X.; Cai, Y.; Hao, J.J.; et al. 
Cancers 2020, 12, 1086 15 of 15 
 
Sequestosome 1 protects esophageal squamous carcinoma cells from apoptosis via stabilizing SKP2 under 
serum starvation condition. Oncogene 2018, 37, 3260–3274. 
45. Jung, D.; Khurana, A.; Roy, D.; Kalogera, E.; Bakkum-Gamez, J.; Chien, J.; Shridhar, V. Quinacrine 
upregulates p21/p27 independent of p53 through autophagy-mediated downregulation of p62-Skp2 axis 
in ovarian cancer. Sci. Rep. 2018, 8, 2487. 
46. Salazar, G.; Cullen, A.; Huang, J.; Zhao, Y.; Serino, A.; Hilenski, L.; Patrushev, N.; Forouzandeh, F.; Hwang, 
H.S. SQSTM1/p62 and PPARGC1A/PGC-1alpha at the interface of autophagy and vascular senescence. 
Autophagy 2019, 0, 1–19. 
47. Pankiv, S.; Lamark, T.; Bruun, J.A.; Øvervatn, A.; Bjørkøy, G.; Johansen, T. Nucleocytoplasmic shuttling of 
p62/SQSTM1 and its role in recruitment of nuclear polyubiquitinated proteins to promyelocytic leukemia 
bodies. J. Biol. Chem. 2010, 285, 5941–5953. 
48. Sarkaria, J.N; Hu, L.S.; Parney, I.F.; Pafundi, D.H.; Brinkmann, D.H.; Laack, N.N.; Giannini, C; Burns, T.C.; 
Kizilbash, S.H.; Laramy, J.K.; et al. Is the blood–brain barrier really disrupted in all glioblastomas? A critical 
assessment of existing clinical data. Neuro-Oncology 2018, 20, 184–191.  
49. Harder, B.G.; Blomquist, M.R.; Wang, J.; Kim, A.J.; Woodworth, G.F.; Winkles, J.A.; Loftus, J.C.; Tran, N.L. 
Developments in blood-brain barrier penetrance and drug repurposing for improved treatment of 
glioblastoma. Front. Oncol. 2018, 8, 462.  
50. Bowman, R.L.; Wang, Q.; Carro, A.; Verhaak, R.G.W.; Squatrito, M. GlioVis data portal for visualization 
and analysis of brain tumor expression datasets. Neuro-Oncology 2017, 19, 139–141. 
 
© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access 
article distributed under the terms and conditions of the Creative Commons Attribution 
(CC BY) license (http://creativecommons.org/licenses/by/4.0/). 
 
